Background
Introduction
Despite significant advances in the care of those affected by the human immunodeficiency virus (HIV) over the last several decades, this infection remains a substantial public health challenge. In Canada, the HIV epidemic has disproportionately impacted several communities, specifically gay men, bisexual men, and other men who have sex with men (MSM), people who inject drugs (IDU), persons from HIV-endemic countries and Aboriginal people [1] . The estimated HIV prevalence in Canada in 2011 was 208.0 per 100,000 population, and nearly half (49.7%) of those living with HIV were MSM [1] . Furthermore, 15% of the approximately 108,000 MSM living in Ontario are estimated to be living with HIV [2] . This proportion is higher in the large urban centres, with the prevalence among Toronto MSM estimated to be 18% [2] .
MSM and bisexual men are also at greater risk for other sexually transmitted infections (STIs) compared to heterosexual populations, including Neisseria gonorrhoeae, Chlamydia trachomatis, Treponema pallidum, herpes simplex virus type 1 (HSV-1) and type 2 (HSV-2), human cytomegalovirus (CMV), and human papillomavirus (HPV) [3] [4] [5] [6] [7] [8] . In addition to their direct clinical effects, these STIs may cause anogenital ulcers or mucosal inflammation, potentiating the transmission of HIV [9] [10] [11] [12] [13] [14] [15] . Furthermore, studies have found that HIV-infected MSM have a higher prevalence of co-infection with other STIs than HIV-negative MSM [5, 10, [16] [17] [18] .
Hepatitis B virus (HBV), hepatitis C (HCV) and HIV are all blood-borne infections and share common routes of transmission, so co-infection by these pathogens is common [19] . While HIV increases the risk of HBV and HCV-related liver disease progression [20] , the effect of HBV and HCV on HIV disease progression is unclear [21] . Nonetheless, there is evidence that the presence of HBV or HCV is independently associated with an increased risk of progression to AIDS and death [22] [23] [24] [25] . HBV is transmitted through perinatal, percutaneous, or sexual contact with infectious biologic fluids. Canada is a region of low endemicity of HBV infection; about 5% of Canadians have had hepatitis B at some time in their lives, and 0.7-0.9% are chronically infected [26] . However, certain vulnerable populations are disproportionately affected, including MSM, Aboriginal peoples, street-involved youth, and people with current or prior history of incarceration. The most commonly identified risk factors are condomless sex and injection drug use (IDU) [26] . The estimated worldwide prevalence of HCV infection is 2.8% [27] . HCV is most efficiently spread through exposure to contaminated blood and blood products, particularly in persons with IDU [19] . Sexual transmission of HCV is inefficient and uncommon in the general population; however, it is becoming widely recognized as a growing public health issue among people living with HIV. Studies indicate that MSM who are living with HIV and who practice condomless sex are at increased risk for sexually acquired HCV [28] [29] [30] .
The epidemiology of these co-infections among both HIV-positive and HIV-negative MSM is not well characterized in Canada. Additionally, MSM in Toronto are significantly affected by the HIV epidemic, with an estimated HIV prevalence of 18% and an annual incidence of 1% [2] . Therefore, data regarding the prevalence and correlates of these co-infections in HIVinfected and uninfected men will inform the local clinicians, public health staff and community organizations that provide screening, care and counseling to the MSM community in Toronto. We aimed to determine the prevalence and correlates of bacterial and viral STIs among MSM living with and without HIV in Toronto, Ontario.
Methods

Participants and recruitment
The study population consisted of MSM who were 18 years of age or older and living in Greater Toronto. Subjects were recruited from Maple Leaf Medical Clinic (MLMC) from September 2010 to June 2012. This clinic is located in downtown Toronto and predominantly serves a large MSM community with a high HIV prevalence. All participants provided informed written consent and the study protocol was approved by the HIV Research Ethics Board of the University of Toronto. The study utilized a non-random convenience, non-representative sampling approach with deliberate over-sampling of HIV-infected men. A list of randomly selected eligible clinic subjects was prepared, and those with a scheduled appointment were invited to speak to the Research Coordinator if interested in participation.
Study procedures
Participants completed a self-administered questionnaire using ACASI (Audio Computer Assisted Self-Interview), (Questionnaire Development System (QDS) Version 2.5, Nova Research Company, Bethesda, Maryland, USA) that included demographic information, sexual behaviour, history of STIs and other medical conditions.
Participants then provided a first-void urine specimen for Neisseria gonorrhoea and Chlamydia trachomatis molecular diagnostics, and self-collected an anal swab for HPV molecular diagnostics. Pre-test counselling for HIV and STI testing was performed, and blood collected for HIV, HSV-1, HSV-2, CMV, syphilis, HBV, and HCV serology.
Laboratory methods
Neisseria gonorrhoeae and Chlamydia trachomatis were tested in first-void urine specimens by nucleic acid amplification testing (NAAT) (ProbeTec™ ET Amplified DNA Assay, Becton Dickinson, Franklin Lakes, NJ, USA). The chemiluminescent microparticle immunoassay (CMIA) (Abbott Laboratories, Abbott Park, IL, USA) was used for syphilis screening and, if positive, the rapid plasma reagin (RPR, Pulse Diagnostic Inc, Burlington, ON) and confirmatory Treponema pallidum particle agglutination (TPPA) assay (Serodia TPPA, Fujirebo Inc) were performed. Participants were classified as having active syphilis infection if the CMIA, TPPA and RPR were all reactive, or as having treated syphilis if CMIA and TPPA were reactive and RPR was non-reactive. Participants self-reporting prior syphilis were classified as having treated syphilis, regardless of syphilis CMIA.
HIV testing was performed on serum by enzyme immunoassay (EIA; AxSYM HIV 1/2 gO, Abbott Diagnostics Division, Wiesbaden, Germany (16, 18, 31, 33, 35, 39, 45, 51, 52, 56, 58, 59 , 68) from self-collected anal swab sample were identified using the Luminex microsphere HPV genotyping assay as per the published protocol [31] . We considered a specimen to be positive for HPV if it was positive for any of the 46 genotypes.
Statistical analysis
Laboratory results were double-entered in a Microsoft Excel spreadsheet. The data from the ACASI questionnaire and the laboratory results were analyzed using SAS version 9.3 (SAS, Cary, NC, USA). We examined prevalence (with exact binomial 95% confidence interval [CI]) of STIs stratified by HIV status. Based on previous published reports, for each STI we examined a set of predictors based on demographics (sex, age, ethnic group, region of birth, education level, marital status, annual household income), sexual behaviours (number of lifetime male partners, condomless anal sex with casual partner in the previous 6 months), other health behaviours (smoking, alcohol drink, lifetime injection drug use) and other STIs tested. Wilcoxon-Mann-Whitney test for continuous variables and chi-square test for categorical variables were used for inter-group comparison. Factors with significance level of p<0.10 in the bivariate analysis were included and remained in multivariate logistic regression model with stepwise backwards elimination. Adjusted odds ratio (AOR) and its 95% CI were estimated. Values of p less than 0.05 (two-tailed) were considered statistically significant. Since the focus was the individual null hypotheses of each outcome, the Bonferroni correction for multiple comparisons was not applied, due to concerns over the risk of increased Type II error [32] .
Results
Study population
We deliberately oversampled HIV-infected participants, based on prior HIV status, and demographic characteristics are shown in Table 1 . The analysis included 294 MSM living with HIV and 148 without, with a median age of 45 years (interquartile range [IQR], 38-50) and 44 years (IQR, 37-50), respectively; the youngest participant was 22 years. Compared to HIV-uninfected participants, MSM living with HIV were more likely to be single and to report ethnicity as other than white, and reported lower levels of education and annual household income.
The majority of subjects identified themselves as gay/homosexual men, although 6.8% (20/ 294) of participants living with HIV and 5.4% (8/148) without reported being bisexual. MSM living with HIV had more lifetime male partners than HIV-negative men, with 82.0% and 72.8% respectively reporting more than 50 lifetime partners. However, HIV-uninfected men were currently more sexually active and reported more male partners than their counterparts living with HIV, with a median of 5 (IQR, 1-15) and 3 (IQR, 1-8) male partners in the previous 6 months; 62.9% (185/294) of those living with HIV and 66.2% (98/148) of those without reported sex with a casual male partner in the previous 6 months, and the proportion reporting condomless anal sex with casual partners in the previous 6 months was 42 .5% (125/294) and 27.0% (40/148), respectively. 
Co-infections
We next assessed the prevalence of bacterial and viral pathogens ( 
Covariates of viral hepatitis
Among HIV-negative MSM, factors associated with ever having HBV infection in multivariable analysis are shown in Table 3 ; age was of borderline significance in relation to HBV infection, while the number of lifetime partners and HBV vaccination remained significantly associated with HBV status. Among MSM living with HIV, prior HBV infection was associated with older age, ever smoking, alcohol abstinence, HSV-2, syphilis infection and HBV vaccination in both bivariate and multivariate analyses (Table 3) . Among subjects with available data, we observed a dose-response effect of the number of doses of HBV vaccine on ever HBV infection regardless of HIV infection status. Among men living with HIV the proportions of ever HBV infection were 88.9% for unvaccinated participants, 58.3% for those with one dose, 39.2% with two doses, and 25.3% among fully-vaccinated men (p for trend <0.0001). Among HIV-uninfected men the proportions were 58.8%, 0.0%, 11.6% and 5.0% (p for trend < 0.0001). Lifetime IDU was strongly associated with HCV infection among HIV-uninfected MSM (37.5% vs. 1.4%, p = 0.0010); no associations were seen with sexual behaviours or STIs. Table 4 summarizes the results of the analysis of the covariates of HCV infection among MSM living with HIV. Here, HSV-2 and syphilis infection were associated with HCV infection in bivariate analysis. Age, current smoking, alcohol abstinence in the previous 6 months, IDU and HBV infection remained significantly related to HCV infection in the multivariate analysis.
Among HBV-infected men living with HIV, 31.6% of were aware of their HBV infection status, and the inverse association between alcohol drinking and HBV infection persisted when these participants were excluded, implying that it was not predicated on an awareness of HBV infection. The great majority (93%) of HCV-infected men living with HCV were aware of their HCV infection, and so a similar analysis was not feasible.
Covariates of syphilis infection
Among HIV-uninfected MSM, the lifetime prevalence of syphilis infection ("ever syphilis") increased with increasing age (20-29 years, 0.0%; 30-54, 16.8%, and 55+, 45.5%); this was not the case among MSM living with HIV. We then assessed the correlates of ever having syphilis infection by HIV status (see Table 5 ). Condomless anal sex with casual partners in the previous 6 months was associated with ever syphilis regardless of HIV infection status, but in multivariate analysis, remained significant only among men living with HIV. In bivariate analysis, condomless oral sex with a HIV-infected partner (either casual or regular partner) in the previous 6 months was related to syphilis infection for both MSM living with and without HIV (36.7% vs. 17.1%, and 44.7% vs. 28.2%, respectively), but significance was lost in multivariate analysis. Discussion HIV disproportionately affects the MSM community in both developed and less-developed settings [1, 33, 34] , and the presence of common STIs can enhance both HIV transmission [12, 35, 36] and progression [37] . To our knowledge, this study represents the most comprehensive assessment to date of viral and bacterial STIs in MSM in Canada, where the estimated HIV prevalence in the community exceeds 15% and HIV incidence remains high. Syphilis (current or ever) and viral STIs (including HSV-2, CMV, HPV, HBV and HCV) were very common in this clinic-based MSM population, and were consistently more frequent among men living with HIV, while urethral gonorrhea and chlamydia were relatively infrequent in all participants. HCV is most efficiently transmitted through percutaneous route and persons who inject drugs are at greatest risk of infection. In our study sample, HCV infection was highly associated with lifetime (ever) IDU regardless of HIV infection status. The prevalence of HCV was 36.2% among IDU and 2.7% among non-IDUs, 71% of the HCV infections observed were among MSM-IDUs. Although the role of sexual transmission in HCV infection dynamics is controversial [38] , a high prevalence of HCV has been observed in MSM who are infected by HIV and who do not report IDU. Among men reporting no prior IDU, the prevalence of HCV was 3.6% among MSM living with HIV and 1.4% among those living without HIV. Our results are in keeping with studies that described a higher prevalence of HCV among MSM living with HIV who lack risk factors for percutaneous exposure [30, 39, 40] . Specifically, the prevalence of HCV among MSM living with HIV and who reported no prior IDU was 3.6%, which was higher than the estimated 1.1% prevalence in the overall male population in Toronto [39] . We did not observe an association between HCV prevalence and sexual practices, perhaps because sexual behaviour during the previous 6 months differed from that at the time of HCV infection. However, prospective cohort and case-control studies have found that condomless receptive anal intercourse was linked to the risk of sexually acquired HCV infection among HIV-infected MSM [30, [41] [42] [43] . Although it can be difficult to control for additional avenues for percutaneous blood exposure during condomless sex [44] , biologic evidence supports the possibility of sexual transmission, as HCV RNA has been detected in semen and other body fluids [45, 46] . The lower HCV prevalence among HIV-negative MSM who reported no IDU history (1.4%) was comparable to the general population and similar to previous studies [47, 48] . The proportion of participants with prior HBV vaccination was high in both MSM living with and without HIV, but HBV infection was not uncommon and was associated with older age and more lifetime male sexual partners, suggesting that these persons may have been infected prior to being vaccinated. Therefore, efforts should be made to reinforce timely HBV vaccination among MSM.
Our findings regarding the prevalence of ever having had syphilis are consistent with, and extend, previous findings. In particular, Burchell and colleagues [49] found that the prevalence of prior syphilis was 30.3% among Ontario MSM living with HIV in 2009; this was similar to the 36.9% observed in our study and much higher than the 5.4% prevalence they report in non-MSM men living with HIV. However, their study was unable to assess HIV-negative MSM from the same community, and the 20.4% prevalence of prior syphilis infection we observed in the latter group is still over ten-fold higher than the prevalence in the general Ontario population [49] . Oral sex is associated with transmission of syphilis. A study in Chicago, USA showed that 20% primary and secondary syphilis cases among MSM during 2000-2002 were attributed to oral sex [50] . Our study also found that syphilis was more common among MSM with condomless oral sex, suggesting that the role of oral sex in transmission should be emphasized in syphilis education programs.
While urethral gonorrhea and chlamydia were infrequent in our study, this may relate to the relatively advanced age of participants and to our lack of rectal and pharyngeal screening. Indeed, a retrospective study in San Francisco found that most asymptomatic chlamydia (77%) and gonorrhea (95%) infections would have been missed in the absence of rectal and pharyngeal screening [51] . Therefore, rectal and pharyngeal screening in MSM would be beneficial in future studies [52] . We found that the prevalence of HSV-2 (38%) and anal high-risk HPV (52%), both of which may enhance HIV susceptibility [9] [10] [11] 13] , were much higher among HIV-negative MSM than previously described in the general population or other MSM communities [14, 18, 31, 32, 50, 51, 53, 54] . A study among predominantly heterosexual men from two STI clinics in Alberta, Canada found an HSV-2 prevalence of 19% [54] , and the age-standardized seroprevalence of HSV-2 in the general male population aged 15 to 44 years old from Ontario, Canada was 8.6% [53] . Furthermore, a study of anal high-risk HPV infection in MSM from the United States and other countries in the region found a prevalence of 27% in MSM and 6.8% in heterosexual men [6] , both considerably lower than the 51.7% that we observed in HIV-negative MSM. While HPV may impact HIV transmission, the clearest implications relate to the need for HPV vaccination and anal cancer prevention programs in men practicing receptive anal sex, where the prevalence of anal cancer and anal intraepithelial neoplasia are dramatically increased [10] .
Several caveats should be noted regarding this study. The nature of this cross-sectional study does not allow us to determine whether HSV-2, HPV, HBV and HCV infection were acquired before or after HIV infection, or to infer causality in the co-infection relationships that we observed. Sexual behaviours were assessed through self-report, and there may be inaccuracies due to recall bias. Also, sexual behaviours collected in the previous 6 months of the survey may not represent those at time of HIV acquisition, particularly for persistent pathogens such as herpesvirus. While prior HBV infection was common among persons who reported HBV vaccination, our study design cannot determine whether this occurred before vaccination or represented vaccine failure.
Our study recruitment was clinic-based, and so it not clear to what extent these results can be extrapolated to MSM from Toronto who are not in medical care. The Maple Leaf Medical Clinic provides care for over 10,000 MSM, and as such is the largest provider of MSM care in Toronto. However, it is likely that men in regular care at this site differ in several ways to those not in care, or in care at less community-focused clinics. Further selection bias may also apply to participant uptake within the clinic, such that men who participated may have differed from non-participants in unknown ways. We do not believe that these potential biases would lead to an over-estimation of STI prevalence among participants, since testing and treatment for most study STIs is already available free of charge within the clinic (exceptions being screening for asymptomatic HSV1/2 and HPV); if anything, we suspect that the STI prevalence among sexually active MSM from the community who are not in care would be higher than those that we observed. Formal data regarding participation rates were not collected, but clinic staff informally estimated participation to have been approximately 95% among HIV+ men and 70% among HIV-uninfected men [Loutfy M, personal communication]. This differential participation was due in part to greater familiarity of infected men with research, as the clinic participates in numerous HIV clinical trials.
In summary, we found that several sexually transmitted co-infections were very common among MSM in Toronto living both with and without HIV, particularly HPV, several herpesviruses, viral hepatitis and syphilis. The association of these STIs with enhanced HIV transmission and with adverse health outcomes in their own right emphasizes the critical need for a community-specific prevention strategy. Enhanced STI screening, HBV and HPV vaccinebased prevention and education programs need to be implemented in this high-risk community. In addition, novel strategies currently under study in MSM communities may be useful in the future, including presumptive STI treatment and/or models of self-administered rectal and pharyngeal screening that minimize the need for health care encounters.
